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Introduction
Reactive oxygen species (ROS) have beneficial as well
as detrimental effect on sperm functions, depending on
the nature and the concentration of the ROS involved.
Hydrogen peroxide (H2O2) - a main toxic ROS for
human spermatozoa in low concentrations causes
sperm immobilization. High concentrations of H2O2
induce lipid peroxidation, which results in cell death.
On the other hand, the superoxide anion (O2
-) appears
to play an important role in the process of sperm
hyperactivity and capacitation [1].
ROS in semen are generated mainly by neu-
trophils and also by abnormal spermatozoa. Human
spermatozoa are rich in polyunsaturated fatty acids
(PUFA) and are very susceptible to attack by ROS,
that initiate peroxidation of PUFA in the sperm plas-
ma membrane [2,3]. It results in the inhibition of both
sperm ATP production and sperm movement, particu-
larly forward progression [2]. Excessive generation
of ROS in semen could play a key role in the etiolo-
gy of male infertility [1,6]. Several different studies
have demonstrated that high ROS production was
associated with oligoasthenozoospermia and poor
sperm fertilization potential [6-8]. Zini et al. detected
ROS in the semen of 40% of infertile men, whereas
none was detected in semen from healthy sperm
donors [8]. The other report demonstrated 72% of
sperm preparations producing detectable amounts of
ROS in patients consulting for infertility, compared
to only 25% of preparations from a population of fer-
tile men [6]. The Canadian authors additionally con-
cluded that leukocytes are the predominant source of
ROS in human sperm preparations. The ROS they
produce have detrimental effects on the overall sperm
motility, whereas the production of ROS by deficient
spermatozoa is low and of no consequence to that
semen quality parameter [9].
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Testis germ cells as well as epididymal maturing
spermatozoa are endowed with enzymatic and non-
enzymatic scavenger systems to prevent lipoperoxida-
tive damage. Also seminal plasma has a highly spe-
cialized scavenger system that defends the sperm
membrane against lipoperoxidation. The system con-
tains following main antioxidative defence enzymes:
superoxide dismutase (SOD), catalase (CT) and glu-
tathione peroxidase (GPx) [10,11]. Apart from the
enzymatic scavenger antioxidant capacity, also α-
tocopherol, ascorbic acid and zinc are regarded as the
scavengers of excessive superoxide anions production,
although simultaneously zinc was found to be a dose-
dependent inhibitor of SOD-like activity in human
spermatozoa [8]. 
It is considered that the ROS detected in semen
are a reflection of the imbalance between ROS pro-
duction and degradation [8]. In normal conditions a
balance is maintained between the amount of ROS
produced and that scavenged. When this equilibrium
is disturbed through the systemic predisposition or a
number of pathologies, the sperm cellular damage
arises and the fertilizing ability of spermatozoa is
jeopardized  [2,3].
The purpose of this work was to evaluate SOD
activity, as one of the most important antioxidative
defence enzymes, in seminal plasma of patients con-
sulting for male infertility. The study includes also
determination the influence of SOD activity on select-
ed human semen quality parameters.
Materials and methods
A study was performed in the years 2000-2002 in the I-rst Depart-
ment of Gynecology and Obstetrics as well as Department of Med-
ical Biochemistry of Medical University in Wroc³aw, Poland. The
material represents semen samples obtained from 15 men, which
were divided into two groups: Group I (n=10) including patients
consulting for infertility and Group II (n=5) containing healthy
sperm donors as a control. All fresh semen samples were collected
by masturbation into sterile containers after 48 to 72 hours of sex-
ual abstinence. After complete liquefaction, the ejaculates were
analyzed for selected semen quality parameters - sperm concentra-
tion and overall motility. They were measured with use of a
haemocytometer, according to World Health Organization (WHO)
guidelines. The study of  semen analysis within Group I showed
sperm pathological changes classified as oligoasthenozoospermia.
All of the examined semen quality parameters in Group II were
contained within the range of WHO norms. The samples of this
Group were stated as normospermic.
All of the semen samples were then cryopreserved using the
Test Yolk Buffer with Glycerol as a freezing medium, according to
the protocol described in WHO guidelines (4-th edition, 1999). The
cryo straws filled with frozen sperm were plunged in a liquid nitro-
gen container, where they were stored in a temperature -196°C.
This method allowed a long-time sperm preservation without any
risk of negative freezing impact on semen quality parameters.
The frozen semen samples at the same time were thawed by
incubation for 30 minutes at room temperature, after removing the
straws from liquid nitrogen storage tank. The equal 0.1 ml amounts
of sperm were transferred into small conical tubes with caps and
subjected to the biochemical examinations.
SOD activity was determined spectrophotometrically as the
degree of inhibition of the competitive reaction using RANSOD kit
(Randox Laboratories Ltd). The role of superoxide dismutase
(SOD) is to accelerate the dismutation of the toxic superoxide rad-
ical (O2
-),  produced during oxidative energy processes, to hydro-
gen peroxide and molecular oxygen.
SOD
O2
- + O2
- + 2H + → O2 + H2O2
This method employs xanthine and xanthine oxidase (XOD) to
generate superoxide radicals,  which react with 2-(4-iodophenyl)-
3-(4-nitrophenol)-5-phenyltetrazolium chloride (I.N.T.) to form a
red formazan dye.
XOD
Xanthine      → Uric acid + O2-
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Fig. 1. Comparison of SOD activity
within Group I and II
O2
-
I.N.T.          → formazan dye
The superoxide dismutase activity is then measured by the
degree of inhibition of this reaction.
Statistical analysis. All statistical calculations were performed
using the Instat ver. 2.0 program from GraphPad Software. The
numerical data were subjected to arcsine transformation and are
expressed as mean (M) and standard deviation of the mean (SD).
The data were evaluated statistically by one-way analysis of vari-
ance and statistical significance (p<0.001) was assessed by Tukey-
Kramer multiple comparisons test. When two means were com-
pared, statistical analysis was carried out using the Student's t-test
for incoherent trials. 
Results
The results obtained in the study, comparing the SOD
activity within both investigated groups were present-
ed graphically in Fig. 1.
The numerical data concerning SOD activity (in
U/mg protein) for particular semen samples, with M
and SD values for both investigated groups were
placed in Table 1.
Mean value of SOD activity within Group I was
calculated as 0.338 ± 0.063, whereas within Group II
was evaluated as 0.542 ± 0.074. There was statistical-
ly significant difference (p=0.000083) between SOD
activity within Group I and Group II. SOD activity is
distinctly decreased in semen of infertile men compar-
ing to sperm of healthy donors.
Discussion
The analysis of the results of our investigations indi-
cates a significantly lower semen SOD activity detect-
ed in oligoasthenozoospermic patients, comparing to
the activity found in normospermic men. The statisti-
cal difference in the activity of this enzyme between
two evaluated groups of semen samples was calculat-
ed on the level of significance p<0,001. This outcome
confirms previously published observations of the
other authors [5,13,14].
Our study showed a positive correlation between
SOD activity in seminal plasma and semen quality
parameters - sperm concentration and overall motility,
which are regarded as the most important for normal
fertilizing ability of the spermatozoa. However, some
investigators suggest that the beneficial impact of
SOD activity concerns only sperm movement, where-
as no influence on sperm count has been noticed
[15,16]. In contrast, some authors reported a signifi-
cantly higher SOD activity detected in spermatozoa
from infertile men, compared to the activity found in
normospermic samples. In these trials the SOD activi-
ty level was found to be increased in cases with an ele-
vated production of ROS. The over expression of SOD
may reflect a defect in the development or maturation
of spermatozoa, as well as sperm cellular damage,
resulting in decreased sperm fertilization potential
[7,17,18]. No significant difference in the SOD activi-
ty measured in seminal plasma from normospermic
samples and from infertile men (that did produce ROS)
was observed by Zini et al. [8]. Also no significant cor-
relation between SOD activity in seminal plasma and
semen quality was found by Chinese authors [19].
SOD as an important element of seminal plasma
superoxide anion scavenging capacity plays an essen-
tial role in maintaining the balance between ROS gen-
eration and degradation. Decrease of the capacity can
result in abnormal sperm motility determined as sperm
hyperactivation [20]. Several toxic substances includ-
ing chemical reagents, drugs, heavy metal ions or nico-
tine decrease semen quality as well as SOD levels in
seminal plasma. It was demonstrated that all of these
parameters were negatively correlated with the amount
and duration of cigarette smoking [21,22]. 
The essential role of SOD as antioxidative defence
enzyme is inferred from the observation that complete
loss of motility of a sperm sample is directly propor-
tional to the SOD activity of that sample [14].
In 1998 three Japanese scientists reported that some
antioxidants can reverse the decrease in sperm motili-
ty in the seminal plasma of infertile men. They started
to treat them with oral administration of antioxidant -
AOA, a natural medicinal product, achieving marked
improvement in approximately 50% of cases [23].
In conclusion, the preliminary study demonstrates
that increased ROS production and decreased seminal
plasma scavenger antioxidant capacity, particularly in
form of low SOD activity, can be responsible for male
infertility [5]. Significantly lower SOD activity in
seminal plasma of infertile patients, comparing to
healthy sperm donors, as well as positive correlation
and beneficial impact of SOD activity on human
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Table 1. SOD activity for particular semen samples, with M and SD values for Group I and II; case number: 1-10 - Group I; case num-
ber: 11-15 - Group II.
semen quality parameters seem to confirm these
observations. This trial shows that SOD activity sur-
vey in seminal plasma could be a useful tool for deter-
mining sperm fertilization potential and could improve
the diagnosis of male infertility.
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